Partial purification and properties of (S)-norlaudanosoline synthase from Eschscholtzia tenuifolia cell cultures by Schumacher, H. M. et al.
Journal of 








E. Reinhard, Tübingen 
Pharmazeutisches Institut 
Auf der Morgenstelle 8 
D-7400 Tübingen 
Editorial Board 
H . P. T. Ammon, Tübingen 
W. Barz, Münster 
E . Reinhard, Tübingen 
O. Sticher, Zürich 
H . Wagner, München 
M . H . Zenk, München 
Advisory Board 
N . Anand, Lucknow 
R. Anton, Strasbourg 
A . Baerheim-Svendsen, 
Leiden 
H .Böhm, Halle 
F. Bohlmann, Berlin 
A . Cave, Chatenay-Malabry 
P. Delaveau, Paris 
Ding Guang-sheng, 
Shanghai 
C. -J. Estler, Erlangen 
N . Farnsworth, Chicago 
H . Floss, Columbus 
H . Friedrich, Münster 
D . Fritz, Weihenstephan 
A . G . Gonzalez, La Laguna 
O. R. Gottlieb, Sao Paulo 
E . Graf, Köln 
H . Haas, Mannheim 
E . Hecker, Heidelberg 
R. Hegnauer, Leiden 
W. Herz, Tallahassee 
K . Hostettmann, Lausanne 
H . Inouye, Kyoto 
M . A . Iyengar, Manipal 
F. Kaiser, Mannheim 
F. H . Kemper, Münster 
W. R. Kukovetz, Graz 
J. Lemli, Leuven 
Liang Xiao-tian, Beijing 
M . Lounasmaa, Helsinki 
M . Luckner, Halle 
J . Lutomski, Poznan 
H . Menßen, Köln 
E . Noack, Düsseldorf 
J. D . Phillipson, London 
J . M . Rowson, Mablethorpe 
M . v. Schantz, Helsinki 
K . F. Sewing, Hannover 
E . J . Shellard, London 
S. Shibata, Tokyo 
Ch. Tamm, Basel 
W. S. Woo, Seoul 
Xiao Pei-gen, Beijing 
Contents 
Volume 48,1983 
(f) Efippokrates ISSN 0032-0943 Hjppokrates Verlag Stuttgart 
II 
Impressum 
Anzeigenteil: Werner Uhlich, Postfach 593,7000 Stuttgart 1, Rüdigerstraße 14, D-7000 Stutt-
gart 30. 
Verlag: © Hippokrates Verlag GmbH, Postfach 593, 7000 Stuttgart 1 • Rüdigerstraße 14, 
D-7000 Stuttgart 30,1983; 
Telefon: Hippokrates Verlag (0711) 89310. 
Die Annahme einer Arbeit durch die Schriftleitung erfolgt unter der Voraussetzung, daß es sich 
um eine Originalarbeit handelt, die von keiner anderen Redaktion angenoimmen wurde und 
keiner anderen Redaktion gleichzeitig angeboten ist. Mit der Annahme deir Arbeit durch die 
Schriftleitung geht das Verlagsrecht an die Hippokrates Verlag GmbH Stuttgart über, ein-
schließlich des Rechts zur Vergabe von Nachdrucklizenzen oder sonstigen Nebenrechten. 
Die in dieser Zeitschrift veröffentlichten Beiträge sind urheberrechtlich geschützt. Überset-
zung, Nachdruck - auch von Abbildungen - , Vervielfältigungen auf fotomechanischem oder 
ähnlichem Wege oder im Magnettonverfahren, Vortrag, Funk- und Fernsehsendung sowie 
Speicherung in Datenverarbeitungsanlagen - auch auszugsweise - bleiben vorbehalten. Von 
einzelnen Beiträgen oder Teile von ihnen dürfen nur einzelne Exemplare für den persönlichen 
und sonstigen eigenen Gebrauch hergestellt werden. Jede im Bereich eines gewerblichen Un-
ternehmens zulässig hergestellte oder benutzte Kopie dient gewerblichen) Zwecken gemäß 
§ 54 (2) UrhG und verpflichtet zur Gebührenzahlung an die VG Wort, Abteilur Wissenschaft, 
Goethestraße 49, 8000 München 2, von der die einzelnen Zahlungsmodaliten zu erfragen 
sind. 
This publication is included in the abstracting and indexing coverage of the Bioaences Informa-
tion Service of Biological Abstracts. 
Printed in Germany 1983. - Postscheckkonto Stuttgart 6025-702. Barverbindungen: 
Dresdner Bank, Filiale Stuttgart, Kto.-Nr. 9014731 und Baden-Württembergnhe Bank Stutt-
gart, Kto.-Nr. 1004527600. Gesamtherstellung: Buch- und Offsetdruckerei immer, Herren-
straße 14, 8805 Feuchtwangen. - Erscheinungsweise: Band mit 4 Heften, hrlich 3 Bände. 
Bezugsbedingungen: Band mit 4 Heften für Nichtmitglieder DM 156 - zuzüch Versandge-
bühren für 4 Hefte. Vorzugspreis für Mitglieder der Gesellschaft für Arzneipfnzenforschung 
DM 138,- zuzüglich Versandgebühren, Preis des Einzelheftes DM 46,80. AlPreise und Ver-
sandspesen enthalten 7 % Mehrwertsteuer. (Preisänderungen vorbehalten.:inbanddecken 
können über den Verlag bezogen werden. Die Bezugsdauer verlängert sich jewils um ein Jahr, 
wenn nicht eine Abbestellung bis zum 1. Dezember vorliegt. -Zahlungs- uncrfüllungsort für 
beide Teile: Stuttgart und Hamburg. - Manuskriptsendungen an die SchriftUung erbeten. -
Anzeigenschluß: 14 Arbeitstage vor Ausgabe eines jeden Heftes. Der Anzeenteil erscheint 
außerhalb der Verantwortung der Schriftleitung. 
III 
Contents 48,1983 
Adesanya, S. A . , S o f o w o r a , A . \ Biological Standardisation 
of Z a n t h o x y l u m Roots for Antisickling Activity 27 
A h m a d , S.: Isolation of 5-hydroxy-7,4'-dimethoxyflavone 
from G o n y s t y l u s bancanus 62 
A m i n u d d i n , C h o w d h u r y , A . R.: Production of Diosgenin in 
Somatic Callus Tissues of D i o s c o r e a floribunda 92 
Assem, E . M . , Benages, L A . , A l b o n i c o , S. M . : Further Alka-
loids from Bark of F a g a r a mayu 77 
B a u e r , R., T i t t e l , G., W a g n e r , H . \ HPLC-Nachweis und Iso-
lierung von Phorbolestern aus Crotonöl. Eine neue Ana-
lysen-Methode für Diterpenester in Euphorbiaceen (Iso-
lation and Detection of Phorbolesters in Crotonoil with 
H P L C . A New Method for Diterpenester-Screening in 
Euphorbiaceae) 10 
B a u m e r t , A . , H i e k e , M . , Gröger, D . : N-Methylation of A n -
thranilic Acid to N-Methylanthranilic Acid by Cell-free 
Extracts of R u t a g r a v e o l e n s Tissue Cultures 258 
B a u m e r t , A . , K u z o v k i n a , L N . , H i e k e , M . , Gröger, D . \ Bio-
synthesis of Rutacridone: The N-Methylation Step . . . 142 
B h a k u n i , D . S., G u p t a , S.: Alkaloidsof L i t s e a w i g h t i a n a . . 52 
Bisset, N . G.y N w a i w u , J . : Quaternary Alkaloids of T i n o -
s p o r a Species 275 
Böhm, H . , N i x d o r f , H . : Qualität und Quantität von Mor-
phinan-Alkaloiden in Artbastarden der Gattung Papaver 
(Quality and Quantity of Morphinan Alkaloids Detect-
able in Interspecific Hybrids of the Genus P a p a v e r ) . . . 193 
C h a t t e r j e e , G. K . , B u r m a n , T. K . , N a g c h a u d h u r i , A . K . , 
P a l , S. P . : Antiinflammatory and Antipyretic Activities 
of M o r u s i n d i c a 116 
C h i r i k d j i a n , J . J . , K o p p , B . , B e r a n , H . : Über die laxative 
Wirkung eines neuen Anthrachinonglykosides aus Rha-
dix Rhei (The Laxative Action of a New Anthraquinone 
Glycoside from Rhubarb Roots) 34 
C o r n i s h , M . A . , H a r d m a n , R., Sadler, R. M . \ Hybridisation 
for Genetic Improvement in the Yield of Diosgenin from 
Fenugreek Seed 149 
C o u r t , W. E . : Alkaloid Distribution in Some African Rau-
volfia Species 228 
C r a v e i r o , A . , C o r s a n o , S., P r o i e t t i , G., S t r a p p a g h e t t i , G.: 
Constituents of Essential Oil of C o m m i p h o r a g u i d o t t i . . 97 
F u n a y a m a , S., C o r d e i l , A . C: Chemistry of Acronycine: 
III. Trimerization of Noracronycine 263 
F u r u y a , T., Y o s h i k a w a , T., O r i h a r a , Y., O d a , H . : Saponin 
Production in Cell Suspension Cultures of P a n a x g i n s e n g 83 
G r a c z a , L . \ Über die Wirkstoffe von Asarum europaeum. 
16. Die lokalanästhetische Wirkung der Phenylpropan-
derivate (The Active Substances of Asarum europaeum. 
16. The Local Anaesthetic Activity of the Phenylpropan-
oids) 153 
G u n a t i l a k a , A . A . L . , S u l t a n b a w a , M . U. S., W i m a l a s e n a , 
K . , B a l a s u b r a m a n i a m , S.: Studies on Medicinal Plants of 
Sri Lanka. 10. Linarin, a Flavone Glycoside from E x a c u m 
m a c r a n t h u m 61 
G u o S h i ~ k u i , Chen K e - j i , Yu F u - r o n g , L i X i a n g - g u o , T u 
X i u - h u a : Treatment of Acute Myocardial Infarction with 
AMI-Mixture Combined with Western Medicine . . . . 63 
G u p t a , M . M . , S h u k l a , Y. N . , L a l , R. N . : Investigation of 
Costus. IV: Chemical Studies of Saponins of Costusspe-
ciosus Roots 64 
H a r t s e i , S. C, L o h , W. H . - T , R o b e r t s o n , L . W.: Biotrans-
formation of Cannabidiol to Cannabielsoin by Suspension 
Cultures of C a n n a b i s s a t i v a and S a c c h a r u m officinarum 17 
H a t t o r i , M . , Sakamoto, T., K o b a s h i , K . , N a m b a , T.: Meta-
bolism of Glycyrrhizin by Human Intestinal Flora . . . . 38 
H i g a s h i y a m a , H . , H o n d a , T., O t o m a s u , H . , K a m e t a n i , T.: 
Aziridines in Alkaloid Synthesis. IV. A Formal Synthesis 
of a-Dihydrocaranone and y-Lycofane 268 
H i k i n o , H . , O g a t a , K . , K o n n o , C h . t Sato, S.: Hypotensive 
Actions of Ephedradines, Macrocyclic Spermine Alka-
loids of E p h e d r a Roots 290 
H i k i n o , H . , M u r a k a m i , M . , K o n n o , C h . , W a t a n a b e , H . \ 
Determination of Aconitine Alkaloids in A c o n i t u m Roots 67 
H i k i n o , H . , O g a t a , M . , K o n n o , C h . : Structure of Feruloyl-
histamine, a Hypotensive Principle of E p h e d r a Roots. . 108 
I k e s h i r o , Y., T o m i t a , Y.\ A New Bitter Secoiridoid Gluco-
side from G e n t i a n a s c a b r a var. B u e r g e r i 169 
I v a n i c , R., S a v i n , K . , R o b i n s o n , F . V.: Essential Oi l from 
P i m p i n e l l a s e r b i c a Fruits 60 
K a l o g a , M . , H a n s e l , R., C y b u l s k i , E . - M . : Isolierungeines 
Kawapyrons aus A c h y r o c l i n e s a t u r e i o i d e s (Isolation of a 
Kawapyrone from A c h y r o c l i n e s a t u r e i o i d e s ) 103 
K i m , S.-U., Cho,Y.-J., F l o s s , H . G., A n d e r s o n , J . A . : Con-
version of Elymoclavine to Paspalic Acid by a Particulate 
Fraction from an Ergotamine-Producing Strain of C l a v i -
ceps sp 145 
K i m u r a , L , K i m u r a , M . , Y o s h i z a k i , M . , Y a n a d a , K , K a d o t a , 
S., K i k u c h i , T.: Neuromuscular Blocking Action of Alka-
loids from a Japanese Crude Drug "Shin-I" (Flos Magno-
liae) in Frog Skeletal Muscle 43 
K i m u r a , Y., K o z a w a , M . , B a b a , K . , H a t a , K . : New Consti-
tuents of Roots of P o l y g o n u m c u s p i d a t u m 164 
Köster, J . , S t r a c k , D . , B a r z , W.: High Performance Liquid 
Chromatographie Separation of Isoflavones and Struc-
tural Elucidation of Isoflavone 7-O-glucoside 6"-malo-
nates from C i c e r a r i e t i n u m 131 
K u i p e r , J . , L a b a d i e , R. P . \ Polyploid Complexes within the 
Genus Galium. 2: Galiprenylin, a New A-Ring Prenylat-
ed Anthraquinone of G a l i u m a l b u m 24 
K u t n e y , J . P . , C h o l , L . S. L . , Duffin, R., H e w i t t , G., K a w a -
m u r a , N . , K u r i h a r a , T., S a l i s b u r y , P . , S i n d e l a r , R., 
S t u a r t , K . L . , T o w n s l e y , P . M . , C h a l m e r s , W. T., Web-
ster, F . , J a c o l i , G. G.: Cultivation of T r i p t e r y g i u m w i l -
f o r d i i T i s s u e Cultures for the Production of the Cytotoxic 
Diterpene Tripdiolide 158 
Lebceuf, M . , C o r t e s , D . , H o c q u e m i l l e r , R., C a v e , A . \ Alca-
loides des Annonacees X L V I I : Alcaloi'des de G u a t t e r i a 
o u r e g o u (Alkaloids from Annonaceae X L V I I : Alkaloids 
of G u a t t e r i a o u r e g o u ) 234 
L o u n a s m a a , M . , H o l m b e r g , C., Langenskiöld, T.: Syntheses 
Totales du Knightinol, de l'Acetylknightinol et de la 
Dihydro-2,3 Darlingine; Alcaloi'des Tropaniques de 
K n i g h t i a s t r o b i l i n a et de B e l l e n d e n a m o n t a n a (Total 
Syntheses of Knightinol, Acetylknightinol and 2,3-Dihy-
drodarlingine, Tropane Alkaloids from K n i g h t i a s t r o b i -
l i n a and B e l l e n d e n a m o n t a n a ) 56 
IV C o n t e n t s 
M e h r i , H . , Rockau C., Baassou, S., Sevenet, T., P l a t , M . : 
Plante de Nouvelle-Caledonie. Alcaloides de M e l o d i n u s 
r e t i c u l a t u s (Plant from New-Caledonia. Alkaloids of 
Melodinus reticulatus) 72 
N e u k o m m , G., Roessler, F . , J o h n e , S., Hesse, M . : Zur Struk-
tur von Hypercratin, einem weiteren Alkaloid aus Rus-
p o l i a h y p e r c r a t e r i f o r m i s (Contributions to the Structure 
of Hypercratine, another Alkaloid of Ruspolia hyper-
crateriformis) 246 
N e u m a n n , D . , K r a u s s , G., H i e k e , M . , Gröger, D . : Indole 
Alkaloid Formation and Storage in Cell Suspension Cul-
tures of C a t h a r a n t h u s roseus 20 
N i e l s e n , B . , Röe, J . , B r o c h m a n n - H a n s s e n , E . : Oripavine -
A New Opium Alkaloid 205 
Noamesi, B . K . , Bamgbose, S. O. A . \ Studies on Crypto-
lepine. Effect of Cryptolepine on Smooth Muscle Con-
tractions and Cholinergic Nerve Transmission of Isolated 
Guinea-Pig Ileum 48 
O g n y a n o v , L , T o d o r o v a , M . \ Sesquiterpene Lactones and 
Flavonoids in Flowers of T a n a c e t u m v u l g a r e 181 
P a g a n i , F . : Caffeic Acid Choline Ester: A New Plant Con-
stituent from Reseda l u t e o l a 128 
P a n d i t a , K . , B h a t i a , M . S.f T h a p p a , R. K . , A g a r w a l , S. G., 
D h a r , K . L . , A t a l , C. K . : Seasonal Variation of Alkaloids 
of A d h a t o d a v a s i c a and Detection of Glycosides and N -
Oxides of Vasicine and Vasicinone 81 
P f i t z n e r , A . , Stöckigt, / . : Characterization of Polyneuridine 
Aldehyde Esterase, a Key Enzyme in the Biosynthesis of 
Sarpagine/Ajmaline Type Alkaloids 221 
P h i l l i p s o n , J . D . : Infraspecific Variation and Alkaloids of 
P a p a ver Species 187 
P o p o v a , M . E . , Simänek, V., Noväk, J . , D o l e f i , L . , Sed-
m e r a , P . , P r e i n i n g e r , V.: Alkaloids of F u m a r i a d e n s i f l o r a 272 
Sacco, T.} F r a t t i n i , C., B i c c h i , C : Constituents of the Essen-
tial Oi l of A r t e m i s i a coerulescens 178 
Samanta, S. K . , Ghose, 5. K . , Sen, S., B h a t t a c h a r y y a , N . K . : 
Association between Berry Characters and Solasodine 
Content of S o l a n u m k h a s i a n u m 94 
S c h a u f e l b e r g e r , D . , H o s t e t t m a n n , K . \ On the Molluscicidal 
Activity of Tannin Containing Plants 105 
Schumacher, H . - M . , Rüffer, M . , N a g a k u r a , N . , Zenk, M . H . : 
Partial Purification and Properties of (S)-Norlaudanoso-
line Synthase from E s c h s c h o l t z i a t e n u i f o l i a Cell Cultures. 212 
Shoyama, Y., N a g a n o , M . , N i s h i o k a , L : Clonal Multiplica-
tion of Rehmannia glutinosa 124 
S r i v a s t a v a , S. K . , G u p t a , H . O.: A New Flavanone from 
A d i n a c o r d i f o l i a 58 
S t a h l , E . , K e l l e r , K . , B l i n n , C: Cardanol, a Skin Irritant in 
Pink Pepper 5 
S u n d a r a m , B . M . , G o p a l a k r i s h n a n , C, S u b r a m a n i a n , S., 
S h a n k a r a n a r a y a n a n , D . , K a m e s w a r a n , L . : Antimicrobial 
Activities of G a r c i n i a m a n g o s t a n a 59 
Szantay, Cs., Blaskö, G., Bärczai-Beke, M . , Dörnyei, G.y 
Pechy, P . : Studies on the Synthesis of Morphine V I . Re-
cent Progress on the Biomimetic Synthesis of Morphine . 207 
Ulrichovä, J . , Walterovä, D . , P r e i n i n g e r , V., Simänek, V.\ 
Inhibition of Butyrylcholinesterase Activity by Some Iso-
quinoline Alkaloids 174 
Ulrichovä, J . , Walterovä, D . , P r e i n i n g e r , V., S l a v i k , J . , L e n -
f e l d , C u s h m a n , M . , Simänek, V.: Inhibition of Acetyl-
cholinesterase Activity by some Isoquinoline Alkaloids. 111 
V e r p o o r t e , R., K o s - K u y c k , E . , T j i n A . T s o i , R u i g r o k , C. L . M . , 
de J o n g , G., B a e r h e i m Svendsen, A . : Medicinal Plants of 
Surinam: III. Antimicrobially Active Alkaloids from 
A s p i d o s p e r m a excelsum 283 
W a g n e r , H . , O t t , 5., J u r c i c , K . , M o r t o n , J . , Neszmelyi, A . \ 
Chemistry, 1 3 C - N M R Study and Pharmacology of Two 
Saponins from C o l u b r i n a a s i a t i c a 136 
W a n g C h o n g h e n , Chen D i h u a , S u n g W e i l i a n g : Liwaconitine, 
a New Diterpenoid Alkaloid from A c o n i t u m f o r r e s t i i . . . 55 
W e y e r s t a h l , P . , K a u l , V. K . , M e i e r , N . , W e i r a u c h , M . , M a r -
s c h a l l , H . : Volatile Constituents of P l e c t r a n t h u s r u g o s u s 
Leaf Oil 99 
W i n k , M . , W i t t e , L . , H a r t m a n n , T., T h e u r i n g , C, V o l z , V.: 
Accumulation of Quinolizidine Alkaloids in Plants and 
Cell Suspension Cultures: Genera Lupinus, Cytisus, 
Baptisia, Genista, Laburnum, and Sophora 253 
W o h l f a r t , R., H a n s e l , R., Schmidt, H . : Nachweis sedativ-
hypnotischer Wirkstoffe im Hopfen. 4. Mitteilung: Die 
Pharmakologie des Hopfeninhaltsstoffes 2-Meth)yi-3-
buten-2-ol (The Sedativ-hypnotic Principle of Hops;. 4. 
Communication: Pharmacology of 2-Methyl-3-buten-2-ol) 120 
W o l l e n w e b e r , E . , M a n n , K . : Flavonole aus Früchten von 
V i t e x agnus castus (Flavonols from Fruits of Vite>x agnus 
castus) 126 
X i a o Z h a n g F e n g , K a n , C h . , P o t i e r , P . , S i e w - K w o m g K a n , 
L o u n a s m a a , M . : Alcaloides Indoliques Monormeres de 
K o p s i a officinalis (Monomeric Indole Alkaloüds from 
K o p s i a officinalis) 280 
Z i e g , R. G., Z i t o , S. W., Staba, E . J . : Selection of High Pyre-
thrin Producing Tissue Cultures 88 
V 












Alkaloid biosynthesis 142, 191, 193, 212, 
221,253 
Alkaloids 20, 43, 52, 55, 56, 67,72, 77,81, 
105, 111, 142, 145, 174, 187,193, 205, 








Anthranilic acid 258 
Anthraquinones 24,34, 164 
Aphylline 254 
Apomorphine 175 




























Clonal multiplication 124 
Coclaurine 43 
Codeine 187, 193, 207 
Colubrin 136 
Colubrinoside 136 















































Imidazol alkaloids 105 












Isoquinoline alkaloids 111, 212, 232 
Isothebaine 175,189 
Epivellosimine 221 
Ergot alkaloids 145 
Ergotamin 145 
Essential oil 60, 97, 99, 178 





Flavonoids 58,61, 126,131,181 
Flavonols 126 
K 
Kawa pyrones 103 
Knightinol 56 
Kopsinaline 280 

























































Papaverine 188, 208 



















Protoberberine alkaloids 111, 275 










Quinazoline alkaloids 81 









Rutacridone 142, 258 
S 
Salutaridine 190, 193, 207 
Sanquilutine 113 












Sesquiterpene lactones 181 




Sparteine 253, 254 
Spirobenzylisoquinoline 268 


















Tropane alkaloids 56 
Tryptamine 228 
Tubotaiwanine 283 













Yohimbine 224, 229, 283 
Index of Names of Organisms 48,1983 
Please note that the following plant fami-
lies are listed as indicated below: 
Alsinaceae sub C a r y o p h y l l a c e a e 
Apiaceae sub U m b e l l i f e r a e 
Arecaceae sub P a l m a e 
Asteraceae sub C o m p o s i t a e 
Brassicaceae sub C r u c i f e r a e 
Clusiaceae sub G u t t i f e r a e 
Fabaceae sub L e g u m i n o s a e (including M i -
mosoideae = M i m o s a c e a e , Caesalpini-
oideae = C a e s a l p i n i a c e a e and Papilion-
oideae = P a p i l i o n a c e a e = Fabaceae 
sensu stricto) 
Hypericaceae sub G u t t i f e r a e 
Lamiaceae sub L a b i a t a e 
Oenotheraceae sub O n a g r a c e a e 
Poaceae sub G r a m i n e a e 
X 
Acacia catechu 106 
Acanthaceae 81, 246 
Achyrocline satureioides 103 
Aconitum carmichaeli 55, 67 
Aconitum forrestii 55 
Aconitum japonicum 67 
Acronychia baueri 144, 263 
Adhatoda vasica 81 
Adina cordifolia 58 
Alchemilla species 106 




Apocynaceae 20, 72, 221, 228, 280, 283 
Araliaceae 83 
Arctostaphylos uva-ursi 106 
Aristolochiaceae 153 
Artemisia coerulescens 178 
Artemisia cretacea 178 
Asarum europaeum 153 
Asclepiadaceae 48 
Ascomycetes 145 
Aspergillus flavus 59 
Aspergillus niger 59, 286 
Aspidocarya species 278 
Aspidosperma excelsum 283 
Aspidosperma marcgravianum 283 
Astragalus membranaceus 63 
B 
Bacillus subtilis 59,283 
Bacopa monniera 136 
Baptisia australis 131, 253 
Bellendena montana 56 
Biomphalaria glabrata 105 
Burseraceae 97 
C 
Calystegia hederacea 276 
Camellia species 106 
Candida albicans 59,286 
Cannabaceae 120 
Cannabis sativa 17 
Casimiroa edulis 77 
Catharanthus roseus 20 
Celastraceae 158 
Centaurea jacea 182 
Chlaenandra species 278 
Chrysanthemum cinerariifolium 88 
Chrysanthemum coccineum 88 
Chrysanthemum morifolium 61 
Chrysosplenium alternifolium 127 
Cicer arietinum 131 
Cinchona succirubra 106 
Cirsium purpureum 61 
Claviceps species 145 
Clavicipitaceae 145 
Codonopsis pilosula 63 
Coffea arabica 259 
Colubrina asiatica 136 
Commiphora guidotti 97 
Compositae 61, 88,103,178,181 
Convolvulaceae 276 
Cornaceae 105 
Cornus stolonifera 105 
Corydalis species 273 
Costaceae 64 
Costus speciosus 64, 92 
Croton tiglium 10 
Cryptolepsis sanguinolenta 48 
Cunninghamella echinulata 59 
Curcuma aromatica 63 
Curvularia lunata 59 
Cytisus canariensis 254 
Cytisus purpureus 254 
Cytisus scoparius 253 
D 
Dalbergia nitidula 106 
Daucus carota 92 
Dioscorea deltoidea 92 
Dioscorea composita 92 
Dioscorea floribunda 92 
Dioscoreaceae 92 
Duguetia calycina 235 
E 
Emmenospermum alphitonioides 136 
Ephedra species 108, 290 
Ephedraceae 108, 290 
Epidermophyton floccosum 59 
Ericaceae 106 
Escherichia coli 59, 286 
Eschscholtzia tenuifolia 212 
Eucalyptus species 106 
Euphorbia canariensis 10 
Euphorbiaceae 10 
Evodia xanthoxyloides 144 
Exacum macranthum 61 
F 
Fagaceae 106 
Fagara gilletii 31 
Fagara lemairei 31 
Fagara leprieurii 31 
Fagara macrophylla 27 
Fagara mayu 77 
Fagara rigidifolia 31 
Fagara xanthoxyloides 27 
Fawcettia species 276 
Fumaria vaillantii 273 
Fumaria densiflora 272 
Fumaria indica 273 
Fumaria judaica 273 
Fumaria kralikii 273 
Fumaria micrantha 272 
Fumaria microcarpa 273 
Fumaria officinalis 273 
Fumaria parviflora 273 
Fumaria rostellata 273 
Fumaria schleicheri 273 
Fumaria schrammii 273 
Fumariaceae 272 
Fusarium roseum 59 
G 
Galium album 24 
Galium mollugo 25 
Garcinia mangostana 59 
Genista pilosa 254 
Gentiana scabra 169 
Gentianaceae 61, 169 
Glycosmis arborea 144 
Glycyrrhiza glabra 38 
Gonystylaceae 62 
Gonystylus bancanus 62 
Guatteria discolor 234 
Guatteria melosma 234 
Guatteria ouregou 234 




Hamamelis virginiana 106 
Hovenia dulcis 136 
Humulus lupulus 120 
VIII I ndex of N a m e s of O r g a n i s m s 
I 
Isolona pilosa 235 
K 
Klebsiella species 59 
Knightia strobilina 56 
Kopsia longiflora 280 
Kopsia officinalis 280 




Laburnum alpinum 254 
Lauraceae 52 
Leguminosae 38, 61,106,131,149, 253 
Linaria vulgaris 61 
Liriodendron tulipifera 235 
Litsea wightiana 52 
Lupinus hartwegii 254 
Lupinus luteus 254 
Lupinus polyphyllus 253 
Lythraceae 105 
Lythrum salicaria 105 
M 
Magnolia fargesii 43 
Magnolia salicifolia 43 
Magnoliaceae 43,235 
Melodinus australis 73 
Melodinus reticulatus 72 
Menispermaceae 237,275 
Microsporum canis 59 
Mikania species 182 
Momordica charantia 92 
Moraceae 116 
Morus indica 116 
Mucor species 59 
Myrtaceae 106 
N • 
Nigella damascaena 262 
O 
Ononis spinosa 131 
P 
Pachygone ovata 191 
Paeonia obovata 63 
Panax ginseng 83 
Panax japonicum 142 
Papaver acrochaetum 188 
Papaver armeniacum 187 
Papaver bracteatum 188,193 
Papaver curviscapum 188 
Papaver cylindricum 187 
Papaver decaisnei 193 
Papaver fugax 187 
Papaver glaucum 190 
Papaver libanoticum 188 
Papaver Orientale 188,193, 205 
Papaver persicum 187 
Papaver polychaetum 188 
Papaver pseudo-orientale 188 
Papaver rhoeas190 
Papaver setigerum 193 
Papaver somniferum 187,193,205,207,218 
Papaver tauricolum 188 
Papaver triniifolium 187 
Papaveraceae 187,193, 205, 207 
Papilionaceae 131, 149,253 
Parabaena hirsuta 276 
Parabaena megalocarpa 277 
Parabaena sagitta 277 
Parabaena species 277 
Parabaena tuberculata 277 
Paspalum dilatatum 145 
Penicillium expansum 286 
Penicillium species 59 
Periplocaceae 48 
Phytolacca dodecandra 105 
Phytolaccaceae 105 
Pimpinella serbica 60 
Plectranthus rugosus 99 
Polyalthia acuminata 235 
Polygala tenuifolia 139 
Polygonaceae 34,164 
Polygonatum sibiricum 63 
Polygonum cuspidatum 164 
Potentilla erecta 106 
Proteaceae 56 
Proteus species 59 
Proteus vulgaris 286 
Pseudomonas aeruginosa 59, 286 
Q 
Quercus species 106 
R 
Ranunculaceae 55, 67 
Rauwolfia caffra 228 
Rauwolfia cumminsii 228 
Rauwolfia macrophylla 228 
Rauwolfia mannii 228 
Rauwolfia mombasiana 228 
Rauwolfia obscura 228 
Rauwolfia oreogiton 228 
Rauwolfia rosea 228 
Rauwolfia serpentina 221 
Rauwolfia volkensii 228 
Rauwolfia vomitoria 228 
Rehmannia glutinosa 124 
Reseda luteola 128 
Resedaceae 128 
Rhamnaceae 136 
Rheum palmatum 34 
Rhizopus species 59 
Robinia pseudoacacia 61 
Robinia species 260 
Rosaceae 106 
Rubiaceae 24, 58, 106 
Ruspolia hypercrateriformis 246 
Ruta graveolens 258 
Rutaceae 27,77,258,263 
S 
Saccharum officinarum 17 
Salmonella typhimurium 59 
Salvia miltiorrhiza 63 
Sarothamnus scoparius 253 
Schinus terebinthifolius 5 
Scrophulariaceae 61, 124 
Solanaceae 94 
Solanum khasianum 94 
Sophora japonica 254 
Staphylococcus aureus 59, 286 
T 
Tagetes erecta 88 
Tagetes minuta 88 
Tanacetum cinerariifoliumi 90 
Tanacetum vulgare 181 
Telitoxicum peruvianum 237 
Theaceae 106 
Tinospora baenzigeri 275 
Tinospora bakis 275 
Tinospora capillipes 276 
Tinospora cf. polygonoides 276 
Tinospora cordifolia 275 
Tinospora crispa 275 
Tinospora dentata 276 
Tinospora glabra 275 
Tinospora hirsuta 276 
Tinospora macrocarpa 276 
Tinospora malabarica 275 
Tinospora masteri 275 
Tinospora merrilliana 277 
Tinospora rumphii 275 
Tinospora sinensis 275 
Tinospora smilacina 277 
Tinospora subcordata 276 
Tinospora teijsmanniii 276 
Tinospora tinosporoides 276 
Tinospora tomentosa 275 
Tinospora tuberculata 275 
Trichophyton mentagrophytes 59 
Trifolium incarnatum 133 
Trifolium repens 133 
Trifolium species 131 
Trigonella foenum-graecum 92, 149 
Tripterygium wildfordii 158 
I n d e x of N a m e s of O r g a n i s m s IX 
u 
Umbelliferae 60 
Vitex agnus-castus 126 
Vitex negundo 126 
Vitex trifoliata 126 
Zanthoxylum rigidifolium 32 
Zanthoxylum tessmannii 29 
Zanthoxylum xanthoxyloides 27 
Zingiberaceae 64 
Zizyphus jujuba 136 
Verbenaceae 126 
Vibriio cholerae 59 
Zanthoxylum gilletii 27,29 
Zanthoxylum lemairei 29 
X 
Pharmacology Index 48,1983 
Biological Systems Pharmacological Effects/ Plant/Constituent Page 
Organs/Diseases Effects on 
Central nervous System antipyretic Morus indica; Moraceae 116 
sedative Colubrinaasiatica; Rhamnaceae 136 
Humulus lupulus; Cannabaceae 120 
Peripheral nervous system localanesthetic Asarum europaeum 153 
muscle Magnolia salicifolia 43 
Autonomous nervous System parasympathomimetic Isoquinoline alkaloids III 
smooth muscle Cryptolepine 48 
Cardiovascular system bloodpressure Ephedra; Ephedraceae 290 
Cardiovascular system coronary blood flow Anti-myocardial-infarction mixture 63 
Blood antisickling activity Zanthoxylum xanthoxyloides 27 
Gastrointestinal tract laxative Rheum palmatum 34 
Inflammation antiinflammatory Morus indica; Moraceae 116 
Infectious deseases antibacterial Aspidosperma excelsum 283 
Journal of Planta 
1983, Vol. 48, pp. 212-220, © Hippokrates Verlag GmbH R^SS t l tediCa 
Partial Purification and Properties of (S)-Norlaudanosoline 
Synthase from Eschscholtzia tenuifolia Cell Cultures 
H.-M. Schumacher*, M. Rüffer*, N. Nagakura**, and M. H. Zenk* 
* Lehrstuhl Pharmazeut ische Biologie der Universität München, Federal Republic of Germany 
** Kobe W o m e n ' s Col lege of Pharmacy, Kobe, Japan 
Received: March 3 1 , 1 9 8 3 
Key Word Index: 
Eschscholtzia t e n u i f o l i a ; Papaveraceae; Cell Cul-
tures; Alkaloid Biosynthesis; (S)-Norlaudanosoline 
Synthase. 
Abstract 
A new enzyme, (S)-norlaudanosoline synthase, 
which catalyses the synthesis of (S)-norlaudanosoline 
from dopamine and 3,4-dihydroxyphenylacetalde-
hyde was isolated from the soluble protein extract of 
Eschscholtzia tenuifolia cell Suspension cultures and 
purified approximately 40-fold. The apparent mole-
cular weight of the enzyme is 15 500 Dalton. The pH 
Optimum is 7.8, temperature Optimum 40° C, appa-
rent K M values for dopamine and dihydroxyphenyl-
acetaldehyde are 1.5 mM and 0.7 mM respectively. 
The synthase shows high Substrate specificity in that 
only the phenylacetaldehydes are transformed but 
not the phenylpyruvates. No apparent cofactor re-
quirement could be demonstrated. By means of isoe-
lectric focusing and disc-gel electrophoresis evidence 
was obtained for the existence of four norlaudanoso-
line synthase isoenzymes, none of which catalyses the 
reaction of dopamine with 3,4-dihydroxyphenylpy-
ruvate. These enzymes are responsible for the syn-
thesis of (S)-norlaudanosoline, the key intermediate 
in the formation of isoquinoline alkaloids occurring 
in the plant kingdom. 
Introduction 
The largest group of alkaloids in the plant kingdom 
is the one based on the tetrahydroisoquinoline nu-
cleus [1], This nucleus occurs in a vast array of struc-
ture types, all derived from L-tyrosine. The nature of 
the intermediates in the initial reaction of isoquinoli-
ne biosynthesis from tyrosine has, however, not been 
fully established, neither at the i n vivo nor at the in vi-
tro level. According to the scheme outlined in 1910 by 
WINTERSTEIN and TRIER [2], the isoquinoline nucleus 
arises in nature by condensation of dopamine and 
3,4-dihydroxyphenylacetaldehyde (route I, Fig. 1). 
As the first isoquinoline intermediate in the pathway, 
norlaudanosoline was postulated as early as 1917 [3]. 
More than 40 years later, this Compound was indeed 
recognized by radioactive Substrate feeding experi-
ments as an early precursor of papaver-alkaloids [4, 
51. 
However, above scheme was modified [6] in as far 
as it was postulated that DOPA is converted into the 
pyruvic acid, rather than the aldehyde, and that con-
densation with dopamine provides norlaudanosoli-
ne-1-carboxylic acid which subsequently undergoes 
decarboxylation as shown in Fig. 1 (route II). The in-
termediary nature of norlaudanosoline-l-carboxylic 
acid was recently claimed to be supported by in vivo 
[7-9] and i n vitro [10,11] experiments. 
In order to distinguish between route I or II (Fig. 
1) it was clearly necessary to study the early steps of 
isoquinoline biosynthesis at the cell-free level. Expe-
riments, using crude enzyme preparations from cell 
cultures of 10 different genera from 3 plant families 
containing benzylisoquinoline alkaloids led to the 
discovery of a novel enzyme which condenses dopa-
mine with 3,4-dihydroxypenylacetaldehyde to yield 
(-)l-a-H-(S)-norlaudanosoline [12]. The enzyme 
catalysing this reaction was named (S)-norlaudano-
soline synthase. No reaction was observed using cell-
free extracts of the above plant material with 3,4-di-
hydroxyphenylpyruvate as carbonylic Substrate. Thus 
it was demonstrated that route I of Fig. 1 is ope-
rative in isoquinoline alkaloid producing plants. The 
first natural intermediate in this pathway is therefore 
(S)-norlaudanosoline rather than norlaudanosoline-
l-carboxylic acid. In this report we present the partial 
purification and properties of (S)-norlaudanosoline 
synthase, a central enzyme of the isoquinoline path-
way. 
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Fig. 1. Two putative biosynthetic routes to the benzyl isoquinol ine skeleton. 
Material and Methods 
P l a n t m a t e r i a l 
For this investigation a cell culture line of E s c h s c h o l t z i a t e n u i f o -
l i a was used which has been established and is growing in this labo-
ratory since 1975. The cells are cultivated on Linsmaier and Skoog 
(LS)medium [13] in 1 litre Erlenmeyer flasks which contain 250 ml 
of liquid medium and shaken at 23° C and 750 lux on a gyratory sha-
ker at 100 rpm. Maximal enzyme yield was observed after 8 to 10 
days at which time cells were filtered, frozen in liquid nitrogen, and 
stored at -20° C. 
Substrates 
As already described [12] dopamine (ring 2,6- 3H) was used as a 
Substrate. This Compound was synthetized in the following way: 
ring-2,6-3H-L-tyrosine (Amersham) 0.25 umol (0.93 mCi) was dis-
solved in 1 M KP0 4 2"-buffer pH 5.5 and tyrosine decarboxylase 
(Sigma, 5 mg) was added. The reaction took place in a total volume 
of 150 ul. Reaction time was 20 minutes at 37° C. The tyramine 
(ring 2,6- 3H), formed during this reaction period by action of the 
decarboxylase, was oxidized to dopamine without further purifica-
tion: 0.5 mg tyrosinase (Sigma) in 100 ul KP0 4 2 -buffer ( I M , p H 
6.1) and 100 ul Na+-ascorbate Solution (IM) were added to this re-
action mixture to yield a total volume of 350 ul. The reaction mix-
ture was gassed with oxygen. Reaction time was 7 minutes at 37° C. 
Optimal reaction time for this enzyme had to be determined prior 
to the preparative synthesis involving the 3H-labelled Substrate. 
Dopamine thus formed was purified by paper chromatography 
(Whatman No, 1, solvent System: n-butanol: acetic acid : water = 
4:1:5, upper phase). The labelled dopamine was eluted with water, 
the overall yield of ring-2,63H-dopamine was 51.5 %, spec. act.: 
3.7 mCi/umol. 
3,4-dihydroxyphenylpyruvate was the kind gift of Prof. STEG-
LICH (Bonn). 4-hydroxyphenylpyruvate was obtained from Sigma. 
3,4-dihydroxyphenylacetaldehyde and 4-hydroxyacetaldehyde 
were prepared from adrenaline and synephrine respectively by the 
procedure of [15] as modified by [16]. In highly purified form both 
aldehydes were surprisingly stable at - 2 0 ° C. 
N o r l a u d a n o s o l i n e - s y n t h a s e assay 
Standard assay conditions were as in [12] except that final con-
centration of 0.4 m M 3H-dopamine (1.4 x 404 cpm) was used in the 
assay. Varying amounts of enzyme were used in a final volume of 
0.25 ml. Sodium ascorbate had to be added to the incubation mix-
ture in order to assure protection from oxidation of the Substrates. 
Final concentration of 64 m M ascorbate in the assay has been 
found to be optimal for the reaction rate. After incubation for 40 
minutes at 30° C, 0.3 ml dextran coated charcoal (30 mg) Suspen-
sion was added, the sample was agitated for 1 minute and subse-
quently centrifuged (9980 rpm) for 5 minutes (Eppendorf system). 
0.2 ml of the aqueous phase was transferred to the scintillation vial, 
mixed with 5 ml Quickszint scintillation fluid (Koch-Light-Zins-
ser) and counted for radioactivity (Bertold system). Controls with 
either heat denatured enzyme or without carbonylic Substrates 
were always included in the tests. The amount of 3 H release by 
non-enzymatic transformation of the Substrate under these condi-
tions was subtracted from the sample containing active enzyme 
[12]. The 3H-release measured by these conditions (charcoal ab-
sorption) was chequed by a Sublimation technique which proved 
that all the nonabsorbed 3 H did appear in form of 3 H O H in the in-
cubation mixture. 3H-dopamine Solution on Standing released 
some 3 H in form of water. If this phenomenon was observed 3 H -
dopamine had to be rechromatographed and was used after purifi-
cation. 
Enzyme p u r i f i c a t i o n 
Step 1 . 700 g tissue of frozen E . t e n u i f o l i a cells were crushed in 
1.5 litres of phosphate buffer p H 7 containing 20 m M E t S H and 
stirred for 20 minutes in an ice bath. The Suspension was pressed 
through cheese cloth and the filtrate was centrifuged at 48000 xg at 
4°C. 
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Step 2. A fractionated ammonium sulphate precipitation (0-
50 %, 50-70 %) was carried out with the supernatant, the centri-
fuged precipitate (10 min at 48000 xg) taken up in a minimum 
amount of phosphate buffer (pH 7.5, 20 mM EtSH) , and dialysed 
for 18 hours at 4° C against 20 m M KP0 4 2 -buffer pH 7.5 (20 m M 
EtSH). The slightly turbid Solution was centrifuged again as abo-
ve. 
Step 3. The dialysed protein Solution was added to a D E AE-cel -
lulose column (39.4 ml, 0 = 2.5 cm, 1 = 8 cm) equilibrated with 20 
m M KP0 4 2 -buffer , pH 7.5 (20 m M EtSH). The protein Solution 
was absorbed, washed with equilibration buffer and a gradient 
from 0-200 m M K C l (400 ml) was applied. 80 Fractions of 5 ml 
were collected and the enzyme activity was fourid in fractions 4 -
15. 
Step 4. The enzyme containing fractions of step 3 were pooled 
and applied to a CM-cellulose column (vol. 15 ml , 0 = 1.5 cm, 1 = 
8 cm) equilibrated with 20 mM KP0 4 2 -buffer p H 6.0 (20 m M 
EtSH). After absorption of the protein, the column was washed 
with equilibration buffer and eluted with a gradient from 0-250 
m M K C l (280 ml). 70 Fractions of 4 ml were collected and the enzy-
me activity was found in fractions 16-21. 
Step 5. The enzyme containing fractions of the step above were 
concentrated to 6 ml and put onto a Sephadex-G-100 column (150 
ml, 0 = 1.5 cm, 1 = 85 cm), equilibrated with 50 m M KP0 4 2"-buf-
fer pH 7.0 (20 m M EtSH). 100 Fractions of 2 ml were collected and 
the enzyme activity was found in fractions 43-54. The 11 fractions 
containing the enzyme were pooled, concentrated, and used for 
subsequent experiments. 
Protein was determined by a modified Lowry-test [17] or in mo-
re highly purified samples with optical methods [18]. 
M o l e c u l a r w e i g h t d e t e r m i n a t i o n 
The molecular weight of the purified (S)-norlaudanosoline syn-
thase was carried out by gel filtration on a calibrated Sephadex-G-
100 superfinecolumn. Although only the Stokes radiusof a protein 
can be determined by this method, it is often used for the determi-
nation of the molecular weight on the premise of a globular shape 
of the protein tested. The column (150 ml, 0 = 1.5 cm, 1 = 85 cm), 
equilibrated with 25 m M KP0 4 2 -buffer (20 m M EtSH) p H 7.5, 
was eluted with 15 ml/h in 100 fractions of 2 ml. The column was ca-
librated with proteins of known molecular weight: cytochrom C 
(12500), chymotrypsinogen A (25000), ovalbumin (45000), and 
bovine serumalbumin (67000). Ferritin (450000) was used for the 
determination of the void volume of the column. The Standards 
were monitored by the absorbance at 280 nm. The results are given 
as Stokes-radii. 
P o l y a c r y l a m i d e g e l e l e c t r o p h o r e s i s , i s o e l e c t r i c f o c u s i n g 
In order to search for the existence of isoenzymes a disc gel elec-
trophoresis was performed. The system used was a 10 % Polyacryl-
amide gel [19]. The electrophoresis was carried out ät 4° C and 2 
mA per gel using imidazol (0.68 mM) and D,L-asparagine (9.6 
mM) pH 7 as electrode buffer. Protein of step 2 was used for this 
electrophoresis. Gels were either stained with amido black or sli-
ced and the enzyme activity eluted in 200 ul of step 1 buffer for 24 
hrs at 4° C. The enzyme activity was measured with a 50 ul aliquot 
in the Standard assay. 
Isoelectric focusing ( L K B system) was used according to [20]. 
The protein of step 2 dialysed against 10 % glycine was used for this 
assay. The column was run for 36 hrs. The final parameters were 
300 V , 0.4 mA, 0.12 watt. The column was fractionated into 60 
fractions of 2 ml, with a flow rate of 120 ml/h. 50 ul of the fractions 
were used for the Standard assay. Dialysis of the fractions did not 
increase the catalytic activity. 
Both assay Systems were accomplished using 3,4-dihydroxy-
phenylacetaldehyde or 3,4-dihydroxyphenylpyruvate as Substra-
tes. 
Results 
The basis for the successful application of the tatest 
principle was the fact that one of the tritium atomsis of 
ring-2,6-3H-dopamine was removed during the ennzy-
matically catalysed condensation with phenylaceütal-
dehydes [12]. It had been known previously [21] tithat 
incubation of dopamine and appropriate aldehyc/des 
under so-called physiological conditions leads to l the 
non-enzymatic formation of benzylisoquinoline dderi-
vatives. Both of these reactions, the nonenzymaatic 
and the enzymatic condensation of the Substrates,», do 
occur under Standard conditions. Fig. 2 shows thee ki-
netic of norlaudanosoline formation under standdard 
conditions with of without enzyme catalysis. As c can 
be seen clearly, there is a high rate of nonenzymaatic 
formation of norlaudanosoline which has to be sisub-
tracted from the gross conversion observed in the 
Standard incubation mixture in the presence of : the 
synthase enzyme. From this figure it also can be i de-
duced that proper enzymatic välues can only be t ob-
tained in relatively short periods of incubation tinme. 
During later phases of the reaction the uncatalyysed 
condensation of the reactants is larger than in i the 
I 1 1 1 H 1 
100 150 2200 
i n c u b a t i o n t i m e ( m i n ) 
Fig. 2. Kinetics of the reaction of dopamine with 3,4-dihyddroxy-
phenylacetaldehyde in the Standard incubation mixture.). The 
graph designated "Chemical reaction" (x - x) shows the t ime e cour-
se of the uncatalysed Pictet-Spengler reaction. The graph naamed 
"overall reaction" (O - O) shows the dopamine transformatit ion in 
the presence of enzyme (2.1 ug; 8.74 pkat). The kinetic of thhe net 
enzymatic reaction ( • - • ) was obtained by subtraction. 
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presence of the enzyme. Incubations were therefore 
carried out only for 15 minutes and several controls 
were run parallelly [12]. 
The enzyme under investigation was isolated from 
E . tenuifolia Suspension cells by extracting frozen cell 
powder with phosphate buffer. Partial purification 
was achieved by ammonium sulphate fractionation 
(50-70% Saturation). DEAE-cellulose- and CM-
cellulose, as well as gel chromatography on Sephadex 
G-100. This procedure yielded a purification of ap-
proximately 40-fold with a recovery of only 3.3%. 
Table I 



















330 49.5 150 92 2.8 
DEAE-Cellulose 70 42 600 78 11.3 
CM-Cellulose 5.7 6.3 1110 12 20.8 
Gelchromatography 
Sephadex G-100 0.4 1.7 2080 3.3 39 
The data for a typical purification procedure are sum-
marized in Table I. The protein Solution at this stage 
did not contain any other enzymes of the isoquinoli-
ne biosynthetic pathway thus far tested. A typical 
elution profile of a gel chromatrography experiment 
on Sephadex G-100 using a step 2 enzyme is shown in 
Fig. 3. As can be noted there is a relatively sharp 
peak between fractions 43 and 54 which contains the 
catalytic activity. Disc gel electrophoresis of a step 2 
enzyme under the conditions given in material and 
methods gave a surprising result. As shown in Fig. 4 
definite catalytic activity was found in 4 areas of the 
gel. This was the first indication for the occurrence of 
isoenzymes. Further evidence for the existence of 4 
distinct proteins catalysing the formation of norlau-
danosoline was obtained by isoelectric focusing. As 
shown in Fig. 5, a step 2 protein again separated into 
4 distinct enzyme activities. Independent experi-
ments led to the assumption of multiple enzyme 
forms at the isoelectric points pH 4.6; pH 5.3; pH 6.7; 
pH 7.6. There is good evidence that the protein 
which has been enriched as given in Table I is that 
one with the IEP of pH 7.5 which also might explain 
the relatively low yield (3.3%) of the purification 
procedure. It is noteworthy that these 4 forms of nor-
laudanosoline synthase can also be clearly distinguis-
hed during chromatography on hydroxy-apatite co-
lumns (data not shown). In E . tenuifolia there are un-
doubtedly 4 forms of norlaudanosoline synthase 
which all condense dopamine with 3,4-dihydroxy-
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f r a c t i o n s ( 2 m l ) 
Fig. 3. Elution profile of (S)-norlaudanosoline synthase activity 
f rom a Sephadex G-100 gel filtration column. The applied protein 
Solution (9.6 mg protein, 5.45 nkat) had been prepurified by a m -
monium sulphate fractionation, dialysis and DEAE cellulose co-
lumn chromatography. The gel column was equil ibrated and elu-
ted with 50 m M phosphate buffer at pH 7.0. Enzyme activity was 
measured as ment ioned in the text. 
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migration distance 
Fig. 4. Migrat ion of catalyt ic activity of (S)-norlaudanosol ine syn-
thase in a 10 % Polyacrylamide gel . A vo lume of 300 uJ of a prepu-
rified enzyme Solution (step 2) wh ich contained about 3 mg protein 
(272 pkat catal . activity) w a s appl ied to each gel . Thef igure shows 
the protein bands and the profi le of catalytic activity in the Poly-
acry lamide gels. 
Properties ofthe synthase 
The partially purified enzyme was used to determi-
ne the protein dependence of the reaction. As shown 
in Fig. 6 the reaction catalysed by the enzyme was ap-
proximately linear up to about 3 (xg protein per Stan-
dard incubation test. The 3,4-dihydroxy- and the 4-
i 1 1 1 1 v 
p r o t e i n ( p g ) 
Fig. 6. (S)-nor laudanosol ine synthase activity as a f unction of the 
protein amount added to the Standard incubat ion mixture. Dopa-
mine transformation was tested with two different cosubstrates: 
( • ) reaction of dopamine wi th 3,4-dihydroxyphenylacetaldehyde 
(X) reaction of dopamine with 4-hydroxyphenylaceta ldehyde. 
fractions ( 2ml ) 
Fig. 5. Partit ion of catalyt ic activity in a pH gradient after isoelec- against a 10 % glycine Solution, 7 ml of an enzyme Solution (prot-
tric focusing. Isoelectric focusing was performed in a glass column ein = 44 mg ; catal. activity = 15.7 nkat) was appl ied to the column. 
for preparat ive work contain ing a sucrose density gradient. After After the focusing the co lumn was eluted and the catalytic activity 
purif ication by a m m o n i u m sulphate fractionation and dialysis in different fractions determined by the Standard assay procedure. 
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monohydroxyphenylacetaldehydes as Substrates were 
equally well used by the enzyme. At none of the prot-
ein concentrations 3,4-dihydroxyphenylpyruvate or 
4-hydroxyphenylpyruvate were used as reactants. 
The activity of the enzyme was measured at a rän-
ge of pH 4 to 9 in different buffers as shown in Fig. 7. 
The synthase from E . tenuifolia shows a pH Optimum 
at 7.8 for 3,4-dihydroxyphenylacet aldehyde as a Sub-
strate. For 4-hydroxyphenylaldehyde a slightly mo-
re acid pH Optimum at pH 7.4 was observed. The en-
zyme exhibits a temperature Optimum at 40° C for the 
dihydroxysubstituted aldehyde while for the mono-
hydroxylated aldehyde the temperature Optimum 
was found to be at 50° C. Under conditions of the 
Standard enzyme test the net enzymatically catalysed 
condensation of aldehyde with dopamine could be 
calculated. The 3H-release by the enzymatically cata-
lysed Pictet-Spengler reaction served as a convenient 
test. Under Standard conditions the appearance of 3 H 
in the ambient reaction water was linear for a period 
of up to 15 minutes using 2.1 \ig of the 40-fold purified 
synthase. The effect of the Substrate concentrations 
on the activity of the norlaudanosoline synthase is 
shown in Fig. 8. Double reciprocal plots of the activi-
ty with respect to Substrate concentration gave a line-
ar relationship. The apparent KM-values were 1.5 
mM for dopamine and V m a x 37.4 pmol/s. For 3,4-di-
hydroxyphenylacetaldehyde as Substrate an appa-




H h — i 1 1 1 • * ' 
3 4 5 6 7 8 9 
PH 
Fig. 7. The effect of pH on the (S)-nor laudanosol ine synthase 
activity. The assay was performed in the presence of ( • ) 0.24 M 
citrate/phosphate ( • ) 0.24 M phosphate buffer and (X) 0.12 M 
borate buffer. 
[ s u b s t r a t e ] ( m M ) [ s u b s t r a t e ] ( m M ) 
Fig. d. The effect of different initial concentrat ions of dopamine ug; catal. activity 8.74 pkat. The inserts show double reciprocal 
(A) and 3,4-dihydroxyphenylacetaldehyde (B) on the reaction ve- plots. 
locity of the catalysed react ion. Assay condit ions in the Standard A. K M = 1.53 m M ; V m a x = 37.4 pmol/s 
incubation mixture: pH 7.8; reaction temperature 40° C; protein 2.1 B. K M = 0.71 m M ; V m a x = 34 pmol/s 
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Fig. 9. Est imat ion of the molecular weight of (S)-norlaudanosol i-
ne synthase by gel f i l tration. For the gel filtration a Sephadex G-
100 co lumn equi l ibrated with 50 m M phosphate buffer at pH 7.0 
w a s used. The co lumn w a s cal ibrated with globular proteins of 
known molecular weight betöre and after gel fi ltration of the enzy-
me. The synthase preparat ion w a s 4 ml, containing 4 mg protein 
(1.85 nkat). Est imated molecular weight assuming globular sha-
p e : 1 5 500 Dalton. 
rent K M of 0.7 mM and a V m a x of 34 pmol/s were de-
termined under Standard conditions. The correspon-
ding values for 4-dihydroxyphenylacetaldehyde were 
0.9 mM and V m a x 27.9 pmol/s. Neither a substrate nor 
a product inhibition was observed on the catalytic ac-
tivity of the enzyme. Also phenylacetaldehyde was 
active as a substrate for this enzyme which proves 
that for the reaction mechanism a phenolic hydroxy 
group at the aromatic ring is unnecessary. 
Estimation of the Stokes-radius of the norlaudano-
soline synthase of Eschscholtzia was carried out by 
measuring the elution volume of a calibrated Sephad-
ex G-100 column using globular proteins of known 
Stokes-radii as internalstandards. The Stokes-radius 
of the synthase was calculated from a plot of the Sto-
kes-radii of calibration proteins versus the migration 
velocity in the gel as shown in Fig. 9. The relative mi-
gration velocity of the enzyme can be correlated to 
that of a globular protein of a molecular weight of ab-
out 15500 ± 10%. 
The synthase was found to occur in a large number 
of Papaveraceae, Berberidaceae, and Ranuncula-
ceae cell cultures [12]. Furthermore it was also found 
in a variety of differentiated plants of the same fami-
lies which were tested for the occurrence of this enzy-
me, among these Papaver somniferum. However, al-
so in the case of P . somniferum only activity with the 
phenylacetaldehydes was found and not the phenyl-
pyruvates. As already shown, the enzyme activity 
was completely absent from those species which do 
not contain isoquinoline alkaloids such as Nicotiana, 
Catharanthus, or Daucus proving that this enzyme is 
present and functioning only in specific plants con-
taining the benzylisoquinoline nucleus [12]. 
Discussion 
Recent work in this laboratory [12] has led to the 
discovery of a new enzyme, named (^-norlaudano-
soline synthase, which catalyses the stereospecific 
condensation of dopamine with 3,4-dihydroxypheny-
lacetaldehyde (Fig. 10) or related phenylacetaldehy-
des. The Suggestion by HAHN [6], proposed many 
years ago, that the carbon atom at position 1 of benzyli-
soquinoline alkaloids is biogenetically derived from 
an appropriate a-keto-acid via a Pictet-Spengler-ring 
closure reaction which has received much recent 
Support, [7-11] is now ruled out in our opinion. (S)-
norlaudanosoline is the first intermediate in the 
benzylisoquinoline pathway. No support for the en-
zymatic formation of norlaudanosoline-l-carboxylic 
acid under cell-free conditions was found. Thisresult 
was made possible by using cell-free extracts of a va-
riety of plant cell Suspension cultures which produced 
substantial amounts of isoquinoline alkaloids [12]. In 
a preliminary communication this novel enzyme was 
Dopamine 
Fig. 10. Scheme of reaction catalysed by . 
(S)-norlaudanosoline synthase indicating 3« 4-Dihydroxy - 1 ÖL - (S) - Norlaudanosoline 
also the assay principle. phenylacetaldehyde 
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partly characterized, introducing also a new and con-
venient assay for this type of synthase [12]. Use was 
made of the fact that, during a Pictet-Spengler-type 
condensation of [ring-2,6-3H] dopamine with an ap-
propriate ketonic intermediate, one hydrogen atom 
of the phenylethylamine is removed and appears as 
water in the ambient aqueous incubation mixture 
[12]. There is an appreciable chemical, non-enzyma-
tically catalysed condensation reaction which has to 
be subtracted from the gross HOT release in the pres-
ence of norlaudanosoline synthase. This assay, when 
carefully standardized, allowed the purification and 
characterisation of this enzyme which was the object 
of the present study. The isolation and partial purifi-
cation of norlaudanosoline synthase from Esch-
scholtzia tenuifolia was successfully attempted. At 
the final stage of purification (40-fold) the enzyme 
was in the presence of S-adenosylmethionine free of 
other detectable enzyme activities responsible for the 
formation of methylsubstituted benzylisoquinolines 
or protoberberines, using norlaudanosoline as sub-
strate. The purified enzyme did not show any appa-
rent dependence on cofactors. The enzyme from E . 
tenuifolia had an exceptionally small molecular 
weight of about 15500 assuming globular shape of the 
protein. Evidence was given by disc gel electrophore-
sis and isoelectric focusing for the existence of four 
isoenzymes with isoelectric points at pH 4.6; 5.3; 6.7; 
7.6. The enzyme purification procedure given in Ta-
ble I leads to a purification of the enzyme species with 
the IEP at pH 7.6, which also explains the small yield 
obtained. 
The crude extract, containing all the four isoenzy-
mes, and the partially purified isoenzyme (IEP: pH 
7.6) catalysed the condensation exclusively with phe-
nylacetaldehydes but not with corresponding phenyl-
pyruvates. It has been previously determined by CD-
spectroscopy that the reaction product catalysed by 
the unpurified enzyme is (S)-norlaudanosoline [12]. 
The measurement of the optical property of the pro-
duct is rather difficult in as far as a masking of the en-
zyme catalysed product occurs by racemic material 
produced by the non-stereospecific chemical conden-
sation of the Substrates in the incubation mixture 
[12]. Up to now we have not obtained any experi-
mental evidence that (R)-norlaudanosoline could be 
formed by the crude enzyme mixtures. This question 
has to be reinvestigated however, when it will be pos-
sible to separate the 4 different isoenzymes in larger 
quantities so that the stereochemistry can be measu-
red of the enzyme catalysed condensation products 
of the individual isoenzymes. 
It is noteworthy that the KM-values both for 3,4-di-
hydroxyphenylacetaldehyde (0.7 mM) and for 4-hy-
droxyphenylacetaldehyde (0.9 mM) are almost iden-
tical. This means that the synthase is also responsible 
for the formation of demethylcoclaurine. This Com-
pound is a precursor of coclaurine which has been 
shown to be a common precursor for proaporphines 
of the crotonosin type [22] and the aporphines roe-
merine and mecambroline [23, 24]. Again only (S)-
coclaurine and not the (R)-enantiomer was incorpo-
rated. There is, however, evidence for the natural oc-
currence of (R)-coclaurine [25]. If this Compound is 
enzymatically formed it is expected that there are al-
so norlaudanosoline synthases yielding either pure 
(R)-enantiomers or (R, S)-racemates of which subse-
quently the "natural" (S)-form is further metabolized 
while the "unnatural" (R)-enantiomer accumulates 
within the plant similar to the Situation depicted for 
the formation of desacetylipecoside [26, 27]. Never-
theless we firmly believe that the predominant path-
way catalysed by these synthases leads to the (S)-en-
antiomers of norlaudanosoline and demethylcoclau-
rine which are the immediate precursors for the vast 
majority of the benzylisoquinolines including the 
morphinans with (R)-configuration [28]. 
In almost all isoquinoline Systems studied so far L-
tyrosine has been shown to be incorporated almost 
equally in both the "upper" (ring-A, B) and the "lo-
wer" (ring-C) portions of the molecule (Scheme I). 
On the other hand DOPA labels only the Upper half 
(ring-A, B) of the isoquinoline which is diff icult to 
envisage if dopamine and 3,4-dihydroxyphenylpyru-
vate are the precursors, a problem which has master-
ly been discussed by HOLLAND et al. [29]. The findings 
presented in this paper demonstrating 3,4-dihydro-
xyphenylacetaldehyde rather than 3,4-dihydroxy-
phenylpyruvate as the enzyme-substrate for the con-
densation reaction with dopamine explain this label-
ling pattern. The 3,4- or 4-hydroxylated phenylace-
taldehydes are produced by a yet to be discovered 
branch of the tyrosine metabolism not involving DO-
PA, while DOPA gives rise to dopamine only. In our 
opinion the DOPA-feeding experiments [cited in 29] 
clearly rule out the proposed [6-11] role of phenyl-
pyruvate in benzylisoquinoline biosynthesis with the 
intermediary formation of norlaudanosoline-l-car-
boxylic acid. Since DOPA is easily transaminated in 
the plant [e.g. 7] and if the thus formed 3,4-dihydro-
xypyruvate would truly be a precursor for the "lo-
wer" half of the benzylisoquinoline molecule, the C-
ring (Scheme I) should contain an appreciable 
amount of tracer in DOPA-feeding experiments 
which is not the case. The observed formation of nor-
laudanosoline-l-carboxylic acid under i n vivo and i n 
vitro conditions [7,10,11] can be explained by the ea-
se with which phenylethylamines react with phenyl-
pyruvates non-enzymatically [6]. It is regrettable that 
neither the stereochemistry of norlaudanosoline-l-
carboxylic acid isolated from plants or cell-free pre-
parations has been determined [7, 10, 11] nor the 
proposed [8] incorporation and trapping experiments 
with resolved enantiomers of this amino acid have 
been performed yet. Finally it should be noted that 
the chemically synthetized norlaudanosoline-l-car-
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boxylic acid whose incorporation into several isoqui-
noline alkaloids has been observed [7,8,9, 30] easily 
undergoes oxidative decarboxylation either in air un-
der slightly basic conditions or by enzymes which oc-
cur widely in the plant kingdom such as peroxidases 
or laccases [31, 32]. 
On the basis of the results presented in this paper 
we conclude that the major pathway to the benzyliso-
quinoline alkaloids involves (S)-norlaudanosoline 
synthase which condenses dopamine and phenylace-
taldehydes in a stereospecific manner, (S)-norlauda-
nosoline and (S)-coclaurine thus formed being the 
first intermediate in the pathway. 
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